, related to Fig. 1 . An assay to monitor DNA synthesis at ALT telomeres in APBs.
(A) Representative images showing the localization of EdU, PML and telomeres in G2 U2OS (ALT+) and HeLa1.3 (ALT-) cells.
Cells were synchronized in G2 using thymidine and CDK1i, and labeled with EdU for 3 hours.
(B) Representative images showing the localization of EdU, PML and telomeres at G2 SAOS2 (ALT+) and SKLU (ALT+) cells. Cells were synchronized in G2 using thymidine and CDK1i, and labeled with EdU for 3 hours.
(C) Quantification of telomere FISH signals at EdU+ APBs, EdU-APBs and total APBs. Telomere FISH signal at > 500 APBs in 10 U2OS cells were analyzed (n>500). *, P < 0.05; **, P < 0.01; ***, P < 0.001; ****, P < 0.0001 (unpaired Student's t test). (n=219) were quantified.
(E) Six telomere foci were analyzed for EdU incorporation. Three of these telomere foci were in APBs (orange arrows) and three were outside of APBs (white arrow). All six telomere foci contained similar amounts of telomeric DNA as detected by FISH.
EdU signals were only detected at the telomeres in APBs.
(F) A Western blot confirming the knockdown of PML in U2OS cells by siRNAs.
(G) Immunoblots of U2OS cells transfected with control or BLM siRNA.
(H) U2OS transfected with control or BLM siRNA were quantified for total APBs. Cells are synchronized at G2 by CDK1i. (E) EdU incorporation and cell-cycle profiles of WT U2OS and newly generated RAD52 KO cells. EdU is incubated for 30 min.
(F) Representative images showing EdU incorporation at APBs in WT U2OS and newly generated RAD52 KO cells. Cells were synchronized in G2 using thymidine and CDK1i.
(G) Induction of wild-type RAD52 in RAD52 KO cells. Cells were treated with 100 or 500 ng/ml of doxycycline for 48 hours. at 5' end (10 nM) was incubated with RAD52 (80, 160, 320 and 640 nM) in buffer B for 15 min, and reaction products were separated on a 6% polyacrylamide gel. The levels of complex formation were determined by quantifying the remaining free probe after reactions. Three independent experiments were quantified (n=3). Error bar: S.D.
at 5' end (10 nM) was incubated with RPA (10, 20, 40 and 80 nM) in buffer B for 15 min, and reaction products separated on a 6% polyacrylamide gel. Three experiments were quantified as in (A). buffer B. After addition of unlabeled oligo 2 (40 nM), reactions were conducted for the indicated amounts of time (0, 2, 5 and 10 min). Reaction products were separated on native acrylamide gels and quantified as in (A). Figure S6 , related to Fig. 6 . RAD52 is dispensable for C-circle formation.
(A) Measurements of relative C-circle levels in U2OS cells transfected with control or BLM siRNA. Telomeric DNA contents were measured by qPCR in the absence or presence of rolling-circle amplification (RCA-and RCA+, respectively). The ratios of RCA+/RCA-of samples reflect the relative levels of C-circle amplification. Three independent experiments were quantified (n=3). Error bar: S.D. *, P < 0.05; **, P < 0.01; ***, P < 0.001; ****, P < 0.0001 (unpaired Student's t test). (H) RAD52 KO U2OS cells transfected with control or MRE11 siRNA were quantified for EdU+ APBs. 
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